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525,000 units of Penicillin.
Dispense 10 ml aliquots into 60×15 mm dis-

posable culture dishes or petri dishes.

(d) The test procedure provided in
this paragraph shall be followed when
conducting the mycoplasma detection
test.

(1) Preparation of inoculum. Imme-
diately prior to starting the test, fro-
zen liquid vaccine shall be thawed, and
lyophilized vaccine shall be rehydrated
to the volume recommended on the
label with mycoplasma medium. In the
case of a lyophilized biological product,
e.g., 1,000 dose vial of poultry vaccine
to be administered via the drinking
water, the vaccine shall be rehydrated
to 30 ml with mycoplasma medium. In
the case of a cell line or a sample of
primary cells, the inoculum shall con-
sist of the resuspended cells. Control
tests shall be established as provided in
paragraph (d)(4) of this section.

(2) Inoculation of plate. Plate 0.1 ml
of inoculum on an agar plate and make
a short, continuous streak across the
plate with a pipet. Tilt the plate to
allow the inoculum to flow over the
surface.

(3) Inoculation of flask of medium.
Transfer 1 ml of the inoculum into a
flask containing 100 ml mycoplasma
medium and mix thoroughly. Incubate
the flask at 33 to 37° C for 14 days dur-
ing which time, one of four agar plates
shall be streaked with 0.1 ml of mate-
rial from the incubating flask of inocu-
lated medium on the 3d day, one on the
7th day, one on the 10th day, and one
on the 14th day post-inoculation.

(4) Control tests shall be conducted
simultaneously with the detection test
using techniques provided in para-
graphs (d)(2) and (3) of this section, ex-
cept the inoculum for the positive con-
trol test shall be selected mycoplasma
cultures and the negative control test
shall be uninoculated medium from the
same lot used in the detection test.

(5) All plates shall be incubated in a
high humidity, 4–6 percent CO2 atmos-
phere at 33° to 37° C for 10–14 days and
examined with a stereoscopic micro-
scope at 35x to 100x or with a regular
microscope at 100x.

(e) Interpretation of test results.
(1) If growth appears on at least one

of the plates in the positive control
test and does not appear on any of the

plates in the negative control test, the
test is valid.

(2) If mycoplasma colonies are found
on any of the plates inoculated with
material being tested, the results are
positive for mycoplasma contamina-
tion.

[38 FR 29887, Oct. 30, 1973, as amended at 41
FR 6752, Feb. 13, 1976; 41 FR 32882, Aug. 6,
1976]

§ 113.29 Determination of moisture
content in desiccated biological
products.

The moisture content shall be deter-
mined for each serial of desiccated
product. the maximum moisture con-
tent for each product shall be estab-
lished and an acceptable method used
to determine the moisture content
shall be described in an Outline of Pro-
duction approved for filing by APHIS.

[54 FR 19352, May 5, 1989]

§ 113.30 Detection of Salmonella con-
tamination.

The test for detection of Salmonella
contamination provided in this section
shall be conducted when such a test is
prescribed in an applicable Standard
Requirement or in the filed Outline of
Production for the product.

(a) Samples shall be collected from
the bulk suspension before
bacteriostatic or bactericidal agents
have been added. When tissue culture
products are to be tested, 1 ml of tissue
extract used as the source of cells or 1
ml of the minced tissue per se shall be
tested.

(b) Five ml of the liquid vaccine sus-
pension shall be used to inoculate each
100 ml of liquid broth medium (tryptose
and either selenite F or tetrathionate).
The inoculated media shall be incu-
bated 18–24 hours at 35–37° C.

(c) Transfers shall be made to either
MacConkey agar or Salmonella-
Shigella agar, incubated for 18–24 hours
and examined.

(d) If no growth typical of Salmonella
is noted, the plates shall be incubated
an additional 18–24 hours and again ex-
amined.

(e) If suspicious colonies are ob-
served, further subculture on suitable
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